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Figure 5b 
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Figure 6 
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Fab fragments added 
to a column containing 
immobilized IgG. 
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Fab fragments bind to 
exposed Fc portion of the 
immobilized IgG mole- 
cules. Those that do not 
bind are eliminated. 



Reactive dye is added 
to the column. » — 





Reactive dye passes 
through the column, 
labeling the Fab (and 
the immobilized IgG). 
Since the binding site 
of the Fab is occupied, 
It does hot get labeled. 
Unreacted dye passes 
through the column. 




The labeled Fab frag- 
ments are eluted from 
the column and collected. 
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A. Measure fluorescence polarization as 
a function of antibody concentration 
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B. Measure fluorescence intensity as 
a function of antibody concentration 
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Figure 18 A, B 



C. Measure fluorescence enhancement in 
presence of 10 micromolar phosphopeptide 
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Figure 18 C, D 
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A. Fluorescence intensity as function 
of antibody concentration 
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B. Fluorescence intensity as function 
of antibody concentration 
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C. Fluorescence spectra of 
tetramethylrodamlne-labefed phosphotyramide 
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[1] = 100 nM Compound 13 (ligand analog) 
[2] = Compound 1 3 + 1 00 nM P-Tyr-100 

[3] = Compound 13 + 600 nM Fab fragment with quenching moiety (labeling protein) 
[4] = [3] + 10 mM phospho-pp60 c-src (521-533); TSTEPQY*QPGENL 



Figure 19 



